We examined the effect of storing human plasma or extracts of prostate at -90 #{176}C on the activity of creatine kinase and lactate dehydrogenase and isoenzyme distribution. Enzyme activities were unaltered during storage for as long as six weeks. If these preparations were thawed only once at 2 to 4#{176}C, they could be stored for as long as 165 days at -90#{176}C with no change in isoenzyme distribution. Inexplicably, apparent isoenzyme distribution of prostatic lactate dehydrogenase was sensitive to sample dilution, whereas the isoenzyme distribution of lactate dehydrogenase in plasma was not. Our observations emphasize the importance of validating details of analytical protocols that are to be used for quantification of new types of specimens.
cooled by immersing the container in ice, and plasma was rapidly separated by centrifuging the heparinized blood (2000 x g, 2#{176}C, 30 mm). Plasma from the sequentially drawn blood samples was mixed, apportioned into glass vials, and stored at -90 #{176}C. Plasma was thawed, analyzed, and then discarded.
Tissue fractionation.
All procedures were performed in a refrigerated room at 2 to 4#{176}C. Frozen tissue was finely minced with a scalpel and homogenized with a glass-glass homogenizer in five volumes of "TES" buffer (50 mmolJL Tris, 0.1 mmolfL EDTA, 380 mmol/L sucrose; pH 7.4). A portion of the homogenate was removed and the remainder 
Results
Definition of assay conditions. We found that homogenates of human prostates or clarified tissue extracts had to be diluted 100-fold before CK or LDH activity could be quantified. With these preparations, the rate of change in absorbance at 340 nm was constant for an incubation interval of 8 to 20 mm. This response was usually obtained with 5 to 20 L of diluted homogenate or clarified tissue extract for CK assays or 20 to 60 L of diluted homogenate or clarified tissue extract for LDH assays. It corresponded to maximum changes of 0.02 and 0.015 absorbance unit per minute for CK and LDH assays, respectively. Comparable experience with plasma preparations required incubation of 2.5 to 10 iL in the case of LDH assay or 30 to 60 L in the case of CK assay. Under these assay conditions, enzyme activity was linearly related to sample volume incubated.
Isoenzyme quantitation.
Plasma LDH isoenzyme distribution was independent of sample dilution, which yielded families of nonparallel lines converging at a common intercept on the abscissa (Figure 1 ). Similar analyses of homogenates of prostatic tissue from three different patients showed that LDH isoenzyme distribution was not independent of sample dilution (Figure 2 ). The effect of dilution appeared to be preparation specific ( Figure 2 ) and prevailed even when the activity of individual isoenzymes approached that characteristic of plasma (compare Figures 1 and 2 ). These results suggest that relative LDH isoenzyme distribution also may be sensitive to dilution effects during tissue homogenization. We examined this possibility by preparing a homogeneous tissue mince and homogenizing identical weighed aliquots with increasing volumes of homogenization medium. Apparent LDH isoenzyme distribution was highly sensitive to tissue dilution during homogenization ( Figure 3A) . To determine whether this phenomenon represented a peculiarity of tissue homogenization in the chosen buffer or a more generalized effect of dilution, we sequentially diluted one preparation with increasing quantities of electrophoresis buffer just before applying it to the gel. We found ( Figure 3B ) the dilution phenomenon characteristic of homogenization was duplicated. The quantitative similarities of the two dilution protocols were striking (compare Figure 3, panels A and B) . Subsequent analyses were performed according to a standardized protocol in which tisue was homogenized in five volumes of buffer and isoenzyme distribution was evaluated in undiluted homogenates. (Figure 4) . CK isoenzyme distribution in plasma or prostatic homogenates also was unaffected by storage at -90 #{176}C for as long as 160 days (Figure 5) . Storage of plasma at 2 to 4 #{176}C for 24 h had no effect on CK or LDH isoenzyme distribution when compared with either "fresh" or frozen plasma (Figures 4 and 5) . 
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Discussion
We have found no evidence that storage of human plasma for up to six weeks at -90 #{176}C deleteriouslyaffectstotal CK activity (Table 1) distribution. There was no significant effect of storage at -90 #{176}C on CK or LDH activity in plasma or prostatic homogenates. These preparations could be stored for up to six weeks at -90 #{176}C and thawed once at 2 to 4#{176}C without any significant loss of enzymatic activity ( Table 1) . Storage of either plasma or prostatic homogenates at -90 #{176}C for 160 to 180 days had no significant effect on LDH isoenzyme distribution.
This result did not appear to reflect some peculiarity of the specimens analyzed, because prostate samples from the four patients showed different isoenzyme distributions, which also were not similar to that 
